2014):
(1) high number of repeats, (2) pure repeats over compound repeats, (3) tri-and tetranucleotide repeats over dinucleotide repeats, (4) varying PCR product sizes and repeat motifs, (5) MIN_PRIMER_TARGET_DIST > 20, and (6) DESIGN A or B. Based on these criteria, primers for 52 loci were synthesized (Eurofins Genomics, Ebersberg, Germany). An M13 tail was attached to the 5′ end of the forward primers (Schuelke, 2000) . Each locus was amplified for 12 individuals of T. gallica from four different populations (Appendix 1). PCRs were conducted in a final volume of 25 μL with DreamTaq PCR Master Mix (2×) (Thermo Scientific, Vilnius, Lithuania) with 40 ng of template DNA, and a final concentration of 0.2 μM of each primer and 20 ng/μL of bovine serum albumin (BSA) (Thermo Scientific). PCRs were conducted on a GeneAmp PCR System 9700 (Applied Biosystems, Foster City, California, USA) with the following conditions: an initial denaturation of 95°C for 5 min; followed by 35 cycles of 95°C for 30 s, 56°C for 45 s, and 72°C for 45 s; and a final extension at 72°C for 10 min. PCR products were run on a 2.5% agarose gel stained with ethidium bromide. Loci with multiple bands or with non-successful amplification across all samples were discarded.
Fluorescent labeling of the 29 loci that amplified successfully was performed in simplex for the 12 samples with a three-primer protocol including a universal M13 primer fluorescently labeled with FAM, HEX, or TAMRA dyes (Schuelke, 2000) . Fluorescent-labeled PCRs were conducted in a final volume of 10 μL with DreamTaq PCR Master Mix (2×) with 20 ng of template DNA, and a final concentration of 0.04 μM of the M13-tailed forward primer, 0.16 μM of the reverse primer, 0.16 μM of the fluorescent-labeled M13 primer, and 50 ng/ μL of BSA. PCR conditions were as follows: an initial denaturation of 95°C for 5 min; followed by 30 cycles of 95°C for 30 s, 56°C for 45 s, and 72°C for 45 s; followed by 10 cycles of 95°C for 30 s, 53°C for 45 s, and 72°C for 45 s; and a final extension at 72°C for 10 min. PCR products were pooled in equimolar concentrations and run on an ABI Prism 310 Genetic Analyzer (Applied Biosystems) with GeneScan 500 Size Standard (Applied Biosystems) in the Research Technical Services of the University of Alicante (Alicante, Spain). Electropherograms were scored with Peak Scanner Software 2 (Thermo Fisher Scientific, Waltham, Massachusetts, USA). Markers with excessive stuttering, with more than two alleles, or that were difficult to score were discarded, resulting in 17 microsatellite loci, 14 of which were polymorphic (Table 1) . These 14 loci were analyzed across 122 individuals from four populations of T. gallica in subsequent analyses (Appendix 1).
To reduce the number of PCR reactions, some loci were multiplexed. Markers were combined to avoid size overlap, resulting in nine reactions, four in simplex and five in 2-plex, that were pooled and run in three different mixes (Table 1) . For the simplex reactions, the PCR conditions were the same as described above. In the 2-plex reactions, PCR conditions were the same as described for fluorescent-labeled simplex reactions except for the final primer concentrations (Table 1 ) and the double concentration of the fluorescent-labeled M13 primer (0.32 μM). Allele calling was done with Peak Scanner Software 2, and allelic binning was done manually with the use of cumulative frequency plots of size distribution (Guichoux et al., 2011) . GenAlEx version 6.503 (Peakall and Smouse, 2006) was used to calculate the number of alleles, effective number of alleles, and levels of observed and expected heterozygosities for each population, and to test for Hardy-Weinberg equilibrium (P < 0.05) ( Table 2) . Evidence of linkage disequilibrium was assessed by GENEPOP version 4.7.2 (Rousset, 2008 ) based on 10,000 permutations (P < 0.05). MICRO-CHECKER version 2.2.3 (van Oosterhout et al., 2004 ) was used to estimate null allele frequencies.
The number of alleles per population ranged from one to 13 ( Table 2) . Levels of observed and expected heterozygosity ranged from 0.000 to 0.900 and from 0.000 to 0.863, respectively. Almost all markers were polymorphic in the four populations, except for T214-3 and T190-33, which were only polymorphic in the Cagliari population. Six microsatellites showed null alleles and significant deviations from Hardy-Weinberg equilibrium in at least one population (Table 2) , so these markers should be treated with caution in posterior analyses. Seven comparisons between pairs of markers showed significant linkage disequilibrium: T125-4 with T129-2, T125-4 with T163-3, T125-4 with T190-33, T133-2 with T134-31, T129-2 with T190-33, T163-3 with T134-31, and T190-32 with T190-3. In addition, we performed cross-species amplification in 88 individuals from 19 species of the genus Tamarix with the same simplex and 2-plex PCR reactions used in T. gallica (Appendix 1), demonstrating wide transferability to other species of the genus such as T. boveana, T. africana Poir., and T. canariensis (Table 3) .
CONCLUSIONS
The 14 polymorphic microsatellite markers described here showed high variability and will be used to assess the genetic diversity and population genetic structure of T. gallica. Additionally, the successful rates of cross-species amplification suggest their potential usefulness to assess population genetic parameters and provide data on the role of interspecific hybridization in the genus.
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